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Anchor Oligo 



Splinker Oligo 




GCGAAGACCA 



P(N NNNNNNNGGAGACCG 



CGCTTCTGGTNNNK? P |NNNNCCTCTGGC 




Ligation of a splinker which 
contains the recognition 
sequence of a restriction enzyme 
with an external cleavage site 




GCGAAGACCAfrNNNNNNNGGAGACCGC 



CGCTTCTGGTNNNNjNNNNCCTCTGGCG 




Washing out unreacted 
splinker and cleavage with the 
splinker-specific restriction 
endonuclease 




GCGAAGACCAjNNNN] | NNNNGG AG ACC GC 



CGCTTCTGGTNNNN^NMNl 



CCTCTGGCG 




Washing out the restriction enzyme 
and ligation of the next splinker. One 
or several repetitions of this cycle 




,GCGAAGACCA|NHNK^KNKtjNNN}JNNHGGAGACCGC 



CGCTTCTGGTNNNNfrNNNfcNNNfrNNNbCTCTGGCG 



After several ligation and restriction steps, a 
cleavage with the anchor-specific restriction 
endonuclease releases the ligated splinker 
which in the next step is linked with a 
corresponding ligated anchor 




|hnhn|wnkn|wwmnKknn^whnHnmnggagaccgc 
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17 promoter 5- yjj R 



Fig. 2 



ATG 6 x His single T overhang 
I 



UF membrane MWCO = 12,000 



Upper reaction chamber: 
Purification (Ni-NTA or similar) 



UF membrane MWCO = 200,000 



Lower reaction chamber: 
Transcription/translation SioDNA 



Supply of fresh reactants 



Fig. 3 

EasyPro™ Anchor 
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Bio 



J 



Endsplinker 
Tag STOP polyA 



peptide ORF 




coupled transcription/ j I 
translation -<^> 



RNA 



peptide 



Fig. 4 



poly A 



I l . 1 



▲ 

enterokinase 
cleavage site 
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1^009926 



self-liberation by 
ribozyme-catalysed cleavage 



'J 

i '. 

ru 



■a 




T7Prom. ^ 



reverse transcription 
asymmetric PCR 

ligation to the T7 anchor 



Anti-sense Link 



transcription with T7 
RNA polymerase 



modified ribozyme 



ribozyme 





Fig. 5 
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DNAorRNA 
of the pathogen 



single-stranded 
complementary anchor 



i=3 



hybridization 

inhibitors and non-relevant 
nucleic acids removed 
by washing 



t 



© 



PCR reaction with 
primers outside the 
hybridizing region 



■:T1 
•sf - 



gDNA oderRNA 



prior PCR of the allele sequence (5' primer 
in excess generates single-stranded DNA) 
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fluorescent label 1 
fluorescent label 2 



ligation of anchor and fluorescent splinker 
(when ends are aligned by hybridization) 



Fig. 7 
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Biochip 



laser scanning 



1. Hybridization 
of total or 
polyA+RNA 
to biotin anchor 
washing 




2. reverse transcription 
with labelled NTPs 

wash 
detecting the label 



Fig. 8 
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Bio 



Esp3I 

C G|C G T C T C{ G( 



J i 
T 



GCGCAGAGCTTCGl 



A 

I 



Fig. 9 



Anchor A2+ 




Bpil 



i 

T 



C- C T C!G A A G A C | C A( 

CGAGCTTCTGGTA A G k\ 

A 

I s 



Fig. 10 



bipartite anchor (reconstitution of the Esp3I cleavage site after ligation) 



5' Bio- 
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Fig. 11 
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SplinkerSlH 



Fig. 12 



8 i 

4 = 65536} various sequences 



overhang 1 j overhang 2 
5' T 



P 1AAGCTTC1JGGAGACCGC 



lAAGAdCTCTGG 



C G 



3' 



BsaI(Eco31I) 




bipartite Splinker NS1 



5' 



p IctcgIaagcIggagaccgccac 



|T T C G c|c-,T -CCT.-G ..GIC G G t"g 



-C. Asdnolink 
-Digoxigenin 



Bsal (Eco31I) 



Fig. 13 



